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SYSTEMAND METHODS FOR IMPROVING 
SIGNAL/NOSE RATO FOR SIGNAL DETECTORS 

BACKGROUND 

0001) 1. Field 
0002 The present teachings generally relate to the field 
of signal processing and more particularly, to a system and 
methods for detecting and resolving signals associated with 
a biological analysis platform. 
0003 2. Description of the Related Art 
0004. During biological analysis, such as nucleotide 
sequencing or microarray processing, photo-detectors such 
as charge coupled devices (CCD) are used to detect signals 
arising from labeled samples or probe features responsive to 
selected target analytes. These signals may take the form of 
fluorescent or visible light emissions that are desirably 
analyzed to quantify observed light intensity arising from 
each labeled sample or probe feature and are Subsequently 
resolved to quantitatively or qualitatively evaluate the pres 
ence of a target analyte within a sample. Generally, the photo 
detector, used in the analysis, comprises a segmented array 
of light-detecting elements or pixels. During image acqui 
sition, systematic errors inherent in the detector and/or 
undesirable deviations or variability induced by the operat 
ing conditions of the instrument may confound accurate 
resolution of the signals. The effects of these deviations and 
variability may manifest themselves as a “black box” like 
error that may reduce accuracy and sensitivity in data 
acquisition and induce undesirable variability in the analysis 
results. Consequently, there is an ongoing need for an 
improved approach in which photo-detector related errors 
are identified and characterized to improve the overall 
quality of data acquisition in biological analysis. 

SUMMARY 

0005 One aspect of the present teachings relates to a 
method of performing a biological assay using a detector 
comprising a plurality of pixel elements configured to 
resolve signal emissions arising from a biological sample. 
The method comprises evaluating a plurality of response 
signals generated by each of the pixel elements resulting 
from exposure to a calibration signal while varying the 
intensity of the calibration signal in combination with vary 
ing of an acquisition time of the pixel elements. The method 
further comprises identifying systematic signal deviations in 
the detector and normalizing pixel element response by 
comparison of the response signals generated while varying 
the calibration signal intensity and acquisition time. The 
method further comprises applying the systematic signal 
deviations and the pixel normalization to a measured raw 
data corresponding to the emitted signal from the biological 
sample. The response signals that yield the systematic signal 
deviations and the pixel normalization are obtained in a 
similar condition as that of the measured raw data. 

0006. In certain implementations, the method further 
comprises directing a calibration signal towards the detector 
such that each of the plurality of pixel elements is exposed 
to the calibration signal in a Substantially uniform manner 
for the acquisition time. 
0007. In certain implementations, the variations in cali 
bration signal intensity comprise a first and second signal 
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intensity. The variations in pixel element acquisition time 
comprise a first and second signal acquisition time thereby 
allowing determination of four or less components of a 
given response signal. 
0008. In one implementation, the first signal intensity 
comprises a substantially uniform non-zero intensity and the 
second signal intensity comprises a Substantially nil inten 
sity. The first signal acquisition time comprises a long signal 
acquisition time and the second signal acquisition time 
comprises a short signal acquisition time. The long acqui 
sition time is greater than the short acquisition time. 
0009. In such an implementation, the four components of 
a given response signal comprises a first component that 
depends on both the calibration signal intensity and the 
acquisition time; a second component that depends on the 
calibration signal intensity but not on the acquisition time; a 
third component that depends on the acquisition time but not 
on the calibration signal intensity; and a fourth component 
that depends neither on the calibration signal intensity or the 
acquisition time. 
0010. In such an implementation, the first component 
comprises a baseline component suitable for flat-field cor 
rection. The second component comprises a contribution to 
the response signal when the calibration signal intensity 
transitions from the non-Zero intensity to the Substantially 
nil intensity. The third component comprises a dark signal 
component. The fourth component comprises a contribution 
to the response signal during an idle period following the 
acquisition time. 
0011. In one implementation, applying the systematic 
signal deviations and the pixel normalization comprises the 
steps of subtracting the idle period contribution from the 
measured raw data to yield a first adjusted data for a given 
pixel; Subtracting the dark signal component from the first 
adjusted data to yield a second adjusted data for the pixel; 
removing the calibration signal intensity transition contri 
bution from the second adjusted data to yield a third adjusted 
data for the pixel; and normalizing the third adjusted data of 
the given pixel relative to other pixels by comparing the 
given pixel’s baseline component to that of the other pixels 
wherein the normalization of the third adjusted data yields a 
fourth adjusted data. 
0012. In one implementation, identifying systematic sig 
nal deviations comprises steps of obtaining, for each pixel, 
measured raw data comprising a baseline long signal value 
AL during a known long measurement frame duration TRL, 
a baseline short signal value As during a known short 
measurement frame duration Tes, a dark long signal value 
A during another TPL, and a dark short signal value Aps 
during another Ts; determining, for each pixel, signal 
values W. and W corresponding to the baseline compo 
nent and the dark signal component, respectively, based on 
the measured and known Values ABL, ABs, ADL, ADs, TPL. 
and Tes; determining, for each pixel having an indices i and 
j, time durations TL, Ts, Tale, and T. corresponding to 
time values of long acquisition time, short acquisition time, 
idle time, and the calibration signal intensity transition time, 
respectively, based on the determined or known values A. 
Abs, ADL, Aps, TPL. Tes, and a ratio of long and short 
acquisition times; and determining, for each pixel, the 
calibration signal components based on the determined or 
known Values ABL, ABs. ADL, ADs. TPL. Tps, TL, Ts, Tale, 
T. We, and Wic. le 
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0013 In such an implementation, determining the afore 
mentioned values comprise Wis-(ABL-ABs)-(ADL-ADs)/ 
(TPL-TPs); WDo=(ADL-ADs)/(TPL-Tps); T =n(TPL-Tps)/ 
(n-1) where n is representative of a ratio of long and short 
acquisition times; Ts=TL-(TPL-TPs), Title=(nTPs. TPL)/(n- 
1); T =(n-m')(Tel-Ts)/(m-1)(n-1)) where m=(Al 
ADL)/(As-As); A = W T is representative of the long 
baseline component suitable for flat-field correction; A = 
W Ts is representative of the short baseline component; 
A=W, T, is representative of the contribution during the 
calibration signal intensity transition time for both long and 
short acquisition times; A = W T is representative of the 
dark signal component during the long acquisition time; 
A=WDCTs is representative of the dark signal component 
during the short acquisition time; and A2=ADL-ALs is rep 
resentative of the contribution during the idle time. 
0014) Another aspect of the present teachings relates to a 
system for performing a biological assay. The system com 
prises a biological sample configured to emit signals, and a 
detector comprising a plurality of pixel elements configured 
to resolve the emitted signals from the biological sample. 
The system further comprises a processor configured to 
acquire and evaluate response signals from the pixel ele 
ments generated by each of the pixel elements resulting from 
exposure to a calibration signal while varying the intensity 
of the calibration signal in combination with varying of an 
acquisition time of the pixel elements. The processor is 
further configured to identify systematic signal deviations in 
the detector and normalize pixel element response by com 
parison of the response signals generated while varying the 
calibration signal intensity and acquisition time. The pro 
cessor applies the systematic signal deviations and the pixel 
normalization to a measured raw data corresponding to the 
emitted signal from the biological sample. The response 
signals that yield the systematic signal deviations and the 
pixel normalization are obtained in a similar condition as 
that of the measured raw data. 

0015. In certain embodiments, the system further com 
prises a calibration component configured to direct a cali 
bration signal towards the detector such that each of the 
plurality of pixel elements is exposed to the calibration 
signal in a Substantially uniform manner for a predetermined 
acquisition time to generate a plurality of response signals. 

0016. In certain embodiments, the variations in calibra 
tion signal intensity comprise a first and second signal 
intensity. The variations in pixel element acquisition time 
comprise a first and second signal acquisition time thereby 
allowing determination of four or less components of a 
given response signal. 

0017. In one embodiment, the first signal intensity com 
prises a Substantially uniform non-Zero intensity and the 
second signal intensity comprises a Substantially nil inten 
sity. The first signal acquisition time comprises a long signal 
acquisition time and the second signal acquisition time 
comprises a short signal acquisition time. The long acqui 
sition time is greater than the short acquisition time. 
0018. In such an embodiment, the four components of a 
given response signal comprises a first component that 
depends on both the calibration signal intensity and the 
acquisition time; a second component that depends on the 
calibration signal intensity but not on the acquisition time; a 
third component that depends on the acquisition time but not 
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on the calibration signal intensity; and a fourth component 
that depends neither on the calibration signal intensity or the 
acquisition time. 

0019. In such an embodiment, the first component com 
prises a baseline component suitable for flat-field correction. 
The second component comprises a contribution to the 
response signal when the calibration signal intensity transi 
tions from the non-zero intensity to the substantially nil 
intensity. The third component comprises a dark signal 
component. The fourth component comprises a contribution 
to the response signal during an idle period following the 
acquisition time. 

0020. In one embodiment, the processor applies the sys 
tematic signal deviations and the pixel normalization by 
subtracting the idle period contribution from the measured 
raw data to yield a first adjusted data for a given pixel; 
Subtracting the dark signal component from the first adjusted 
data to yield a second adjusted data for the pixel; removing 
the calibration signal intensity transition contribution from 
the second adjusted data to yield a third adjusted data for the 
pixel; and normalizing the third adjusted data of the given 
pixel relative to other pixels by comparing the given pixels 
baseline component to that of the other pixels wherein the 
normalization of the third adjusted data yields a fourth 
adjusted data. 

0021. In one embodiment, the processor identifies sys 
tematic signal deviations by obtaining, for each pixel, mea 
Sured raw data comprising a baseline long signal value A 
during a known long measurement frame duration Tri, a 
baseline short signal value As during a known short mea 
Surement frame duration Tes, a dark long signal value ADL 
during another T, and a dark short signal value AIs during 
another Ts, determining, for each pixel, signal values W. 
and W corresponding to the baseline component and the 
dark signal component, respectively, based on the measured 
and known Values ABL, ABs, ADL, ADs, TPL, and Tps: 
determining, for each pixel having indices i and j, time 
durations TL, Ts, Tale, and T. corresponding to time 
values of long acquisition time, short acquisition time, idle 
time, and the calibration signal intensity transition time, 
respectively, based on the determined or known values A. 
Abs, ADL, Aps, TPL. Tes, and a ratio of long and short 
acquisition times; and determining, for each pixel, the 
calibration signal components based on the determined or 
known Values ABL, ABs. ADL, ADs. TPL. Tps, TL, Ts, Tale, 
T. We, and Wic. iS le 

0022. In such an embodiment, determining the aforemen 
tioned values comprise Wis-(ABL-ABs)-(ADL-ADs)/ 
(TPL-TPs); WDo=(ADL-ADs)/(TPL-TPs); TL=n(TPL-TPs)/ 
(n-1) where n is representative of a ratio of long and short 
acquisition times; Ts=TL-(TPL-Tes); Tais-(nTPs. TPL)/(n- 
1); T =(n-m')(Tel-Ts)/(m-1)(n-1)) where m=(Al 
ADL)/(As-As); A = W T is representative of the long 
baseline component suitable for flat-field correction; A = 
W Ts is representative of the short baseline component; 
A=W. T is representative of the contribution during the 
calibration signal intensity transition time for both long and 
short acquisition times; A = W T is representative of the 
dark signal component during the long acquisition time; 
A=WTs is representative of the dark signal component 
during the short acquisition time; and A2=ADL-ALs is rep 
resentative of the contribution during the idle time. 
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0023. Another aspect of the present teachings relates to a 
system for characterizing a detector for a biological ana 
lyZer. The system includes a processor configured to acquire 
and evaluate signals from the detector resulting from expo 
Sure to a calibration signal while varying the intensity of the 
calibration signal in combination with varying of acquisition 
time of the detector. The processor is configured to resolve 
the response signal, based on the variations in the intensity 
of the calibration signal and the acquisition time, into two or 
more components that contribute to the response signals. 
0024. In one embodiment, the system further includes a 
calibration component configured to direct a calibration 
signal towards the detector Such that at least a portion of the 
detector is exposed to the calibration signal in a Substantially 
uniform manner for a predetermined acquisition time to 
generate a response signal. 

0025. In one embodiment, the detector includes a plural 
ity of pixel elements. A portion or substantially all of such 
a detector can be characterized. In one embodiment, the 
detector is a charge coupled device. In one embodiment, the 
response signal from the detector includes a plurality of 
signals corresponding to the plurality of pixels. The pixel 
signals can be processes so that each pixel is characterized. 
The pixels can also be grouped into bins, so that a signal 
from each bin represents a combination of signals from the 
pixels in that bin. 
0026. In one embodiment, the variations in calibration 
Signal intensity include a first and a second signal intensity. 
The variations in detector acquisition time include a first and 
a second signal acquisition time thereby allowing determi 
nation of two to four components of a given response signal. 
In one embodiment, the first signal intensity includes a 
Substantially uniform non-zero intensity and the second 
signal intensity includes a Substantially nil intensity. In one 
embodiment, the first acquisition time includes a long signal 
acquisition time and the second acquisition time includes a 
short signal acquisition time. The long acquisition time is 
greater than the short acquisition time. In one embodiment, 
four components are resolved for a given response signal: 
(a) a first component that depends on both the calibration 
signal intensity and the acquisition time; (b) a second 
component that depends on the calibration signal intensity 
but not on the acquisition time; (c) a third component that 
depends on the acquisition time but not on the calibration 
signal intensity; and (d) a fourth component that depends 
neither on the calibration signal intensity or the acquisition 
time. 

0027. In one embodiment where such four components 
are resolved, first component includes a baseline component. 
The second component includes a contribution to the 
response signal when the calibration signal intensity transi 
tions from the non-zero intensity to the substantially nil 
intensity. The third component includes a dark signal com 
ponent. The fourth component includes a contribution to the 
response signal during an idle period following the acqui 
sition time. 

0028. Another aspect of the present teachings relates to a 
method characterizing a detector for a biological analyzer. 
The method includes evaluating a response signal while 
varying the intensity of a calibration signal in combination 
with varying of an acquisition time. The method further 
includes resolving the response signal based on the varia 

Jan. 4, 2007 

tions in the intensity of the calibration signal and the 
acquisition time, into two or more components that contrib 
ute to the response signal. 
0029. In one embodiment, the method includes directing 
a calibration signal towards the detector Such that at least a 
portion of the detector is exposed to the calibration signal in 
a Substantially uniform manner for a predetermined acqui 
sition time to generate a response signal. 
0030. In one embodiment, varying the intensity of the 
calibration signal includes providing a first and a second 
signal intensity. Varying the acquisition time includes pro 
viding a first and a second signal acquisition time thereby 
allowing determination of two to four components of a given 
response signal. In one embodiment, the first signal intensity 
includes a Substantially uniform non-Zero intensity and the 
second signal intensity includes a Substantially nil intensity. 
In one embodiment, the first acquisition time includes a long 
signal acquisition time and the second acquisition time 
includes a short signal acquisition time. The long acquisition 
time is greater than the short acquisition time. In one 
embodiment, four components are resolved for a given 
response signal: (a) a first component that depends on both 
the calibration signal intensity and the acquisition time; (b) 
a second component that depends on the calibration signal 
intensity but not on the acquisition time; (c) a third com 
ponent that depends on the acquisition time but not on the 
calibration signal intensity; and (d) a fourth component that 
depends neither on the calibration signal intensity or the 
acquisition time. 
0031. In one embodiment where such four components 
are resolved, first component includes a baseline component. 
The second component includes a contribution to the 
response signal when the calibration signal intensity transi 
tions from the non-zero intensity to the substantially nil 
intensity. The third component includes a dark signal com 
ponent. The fourth component includes a contribution to the 
response signal during an idle period following the acqui 
sition time. 

BRIEF DESCRIPTION OF THE DRAWINGS 

0032 FIG. 1A illustrates a functional block diagram of a 
system adapted to measure components associated with 
biological related processes; 
0033 FIG. 1B illustrates an example system adapted to 
perform a DNA fragment analysis; 
0034 FIG. 2 illustrates an error processing system con 
figured to determine various components errors and/or cali 
bration quantities associated with the measured signals; 
0035 FIG. 3 illustrates a general methodology and result 
of a calibration method performed by the error processing 
system; 

0036 FIG. 4 illustrates the example calibration sequence 
configured to utilize and be part of an existing data collec 
tion sequence; 
0037 FIG. 5 illustrates an example process for perform 
ing the example calibration sequence of FIG. 4 and process 
ing the measured signals therefrom; 
0038 FIG. 6 illustrates an example structure of the mea 
Sured signals from the example calibration sequence of FIG. 
4. 
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0.039 FIG. 7 illustrates an example process that can yield 
the example signal structure of FIG. 6; 
0040 FIG. 8 illustrates an example process that can 
determine the quantities associated with the components of 
the example signal structure of FIG. 6; 
0041 FIG. 9 illustrates an example process that utilizes 
Some of the determined component related quantities to 
characterize an error quantity associated with a detector, 
0.042 FIG. 10A illustrates an example signal processing 
process wherein the signal is measured from an array-type 
sample and processed to remove and correct for various 
components of the signal; 
0.043 FIG. 10B illustrates another example signal pro 
cessing process wherein the signal is obtained from a 
relatively localized sample and dispersed spatially so as to 
be detectable by a position sensitive pixelated detector; 
0044 FIG. 11 illustrates an example process for perform 
ing the signal processing of FIGS. 10A and B; 
0045 FIG. 12 illustrates one embodiment of an example 
process that utilizes at least Some of the determined com 
ponent related quantities to characterize a portion or all of a 
detector; 
0046 FIG. 13A illustrates one example of the process of 
FIG. 12, where the portion or all of the detector is charac 
terized for response as a function of location of bins having 
one or more pixels; 
0047 FIG. 13B illustrates another example of the process 
of FIG. 13, where the portion or all of the detector is 
characterized for response as a function of location of bins 
having one or more pixels; 
0.048 FIG. 14 illustrates a block diagram of an example 
configuration where one or more detectors can be charac 
terized for one or more responses based on one or more 
component related quantities; 
0049 FIGS. 15A-15F illustrate examples of responses of 
various component related quantities for a given detector, 
and 

0050 FIG. 16 illustrates an example distribution of a 
ratio m of actual long and short integration times corre 
sponding to a plurality of pixels. 

DETAILED DESCRIPTION OF CERTAIN 
EMBODIMENTS 

0051. These and other aspects, advantages, and novel 
features of the present teachings will become apparent upon 
reading the following detailed description and upon refer 
ence to the accompanying drawings. In the drawings, similar 
elements have similar reference numerals. 

0.052 FIG. 1A illustrates an example schematic diagram 
for a biological analyzer 90 capable of sequence determi 
nation or fragment analysis for nucleic acid samples. In 
various embodiments, the analyzer 90 may comprise one or 
more components or devices that are used for labeling and 
identification of the sample and may provide means for 
performing automated sequence analysis. The various com 
ponents of the analyzer 90, described in greater detail 
hereinbelow, may comprise separate components or a sin 
gular integrated system. The present teachings may be 
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applied to both automatic and semi-automatic sequence 
analysis systems as well as to methodologies wherein some 
of the sequence analysis operations are manually performed. 
Additionally, the methods described herein may be applied 
to other biological analysis platforms to improve the overall 
quality of the analysis 

0053. In various embodiments, the methods and systems 
of the present teachings may be applied to numerous dif 
ferent types and classes of photo and signal detection 
methodologies and are not necessarily limited to CCD based 
detectors. Additionally, although the present teachings are 
described in various embodiments in the context of sequence 
analysis, these methods may be readily adapted to other 
devices/instrumentation and used for purposes other than 
biological analysis. For example, the present teachings may 
be applied to electronic telescopes and microscopes that 
utilize photo-detecting devices such as CCDs to improve the 
manner in which measured signals are identified and evalu 
ated. 

0054 It will also be appreciated that the methods and 
systems of the present teachings may be applied to photo 
detectors in general for a variety of applications, Some of 
which are listed as examples above. Photo-detectors in 
general convert incident photons to electrical signals, and 
may include, by way example, CCDs, photomultipliers, or 
semiconductor based devices such as photo-diodes. 
0055. In the context of sequence analysis, the example 
sequence analyzer 90 may comprise a reaction component 
92 wherein amplification or reaction sequencing (for 
example, through label incorporation by polymerase chain 
reaction) of various constituent molecules contained in the 
sample is performed. Using these amplification techniques, 
a label or tag, such as a fluorescent or radioactive dideoxy 
nucleotide may be introduced into the sample constituents 
resulting in the production of a collection of nucleotide 
fragments of varying sequence lengths. Additionally, one or 
more labels or tags may be used during the amplification 
step to generate distinguishable fragment populations for 
each base/nucleotide to be subsequently identified. Follow 
ing amplification, the labeled fragments may then be Sub 
jected to a separation operation using a separation compo 
nent 94. In one aspect, the separation component 94 
comprises a gel-based or capillary electrophoresis apparatus 
which resolves the fragments into discrete populations. 
Using this approach, electrical signal may be passed through 
the labeled sample fragments which have been loaded into 
a separation matrix (e.g. polyacrylamide or agarose gel). The 
application of an electrical signal results in the migration of 
the sample through the matrix. As the sample migration 
progresses, the labeled fragments are separated and passed 
through a detector 96 wherein resolution of the labeled 
fragments is performed. 

0056. In one aspect, the detector 96 may identify various 
sizes or differential compositions for the fragments based on 
the presence of the incorporated label or tag. In one example 
embodiment, fragment detection may be performed by gen 
eration of a detectable signal produced by a fluorescent label 
that is excited by a laser tuned to the label's absorption 
wavelength. Energy absorbed by the label results in a 
fluorescence emission that corresponds to a signal measured 
for each fragment. By keeping track of the order of fluo 
rescent signal appearance along with the type of label 
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incorporated into the fragment, the sequence of the sample 
can be discerned. A more detailed explanation of the 
sequencing process is provided in commonly assigned U.S. 
Pat. No. 6,040,586, entitled “Method and System for Veloc 
ity-Normalized Position-Based Scanning” which is hereby 
incorporated by reference in its entirety. 

0057 FIG. 1B, further illustrates example components 
for the detector 96 which may be used to acquire the signal 
associated with a plurality of labeled fragments 100. As 
previously indicated, the labeled fragments 100 may be 
resolved by measuring the quantity of fluorescence or emit 
ted energy generated when the fragments 100 are subjected 
to an excitation source 114 of the appropriate wavelength 
and energy (e.g. a tuned laser). The energy emissions 120 
produced by a label 116 associated with the fragments 100 
may be detected using a charge-coupled device (CCD) 122 
as the fragments 100 pass across a detection window 123 
wherein a plurality of energy detecting elements (e.g., 
pixels) 124 capture at least a portion of the emitted energy 
from the label 116. In one aspect, an electronic signal 125 is 
generated by the CCD 122 that is approximately propor 
tional to the relative abundance of the fragments 100 passing 
through the detection window 123 at the time of energy 
capture and the order which the fragments 100 appear in the 
detection window 123 may be indicative of their relative 
length with respect to one another. 

0.058 A signal processor 126 is further configured to 
perform signal sampling operations to acquire the electronic 
signal generated by the CCD 122 in response to the frag 
ments 100. In various embodiments, the signal processor 
126 is configured to perform these sampling operations in a 
predetermined manner by signal acquisition over selected 
intervals. One aspect of the present teachings relates to the 
signal processor 126 being configured to allow determina 
tion of various signal components by utilizing the predeter 
mined sampling patterns over the selected intervals. 

0059. In various embodiments, some of the information 
that may be determined through signal resolution and peak 
identification may include determination of the relative 
abundance or quantity of each fragment population. Evalu 
ation of the signals may further be used to determine the 
sequence or composition of the sample using various known 
base sequence resolution techniques. It will further be appre 
ciated by one of skill in the art that the exemplified signal 
distribution may represent one or more nucleic acid frag 
ments for which the relative abundance of each fragment 
may be evaluated based, in part, upon the determination of 
the relative area of an associated peak in the signal distri 
bution. The present teachings may therefore be integrated 
into existing analysis approaches to facilitate peak evalua 
tion and Subsequent integration operations typically associ 
ated with sequence analysis. 

0060. In various embodiments, the analysis of the signal 
125 representative of the aforementioned example data may 
be advantageously performed by the signal processor 126. 
The signal processor 126 may further be configured to 
operate in conjunction with one or more processors. The 
signal processor's components may include, but are not 
limited to, Software or hardware components, modules Such 
as Software modules, object-oriented Software components, 
class components and task components, processes methods, 
functions, attributes, procedures, Subroutines, segments of 

Jan. 4, 2007 

program code, drivers, firmware, microcode, circuitry, data, 
databases, data structures, tables, arrays, and variables. 
Furthermore, the signal processor 126 may output a pro 
cessed signal or analysis results to other devices or instru 
mentation where further processing may take place. 
0061. In one aspect, the detector 96 may comprise a 
calibration energy source 630 that emits energy 632 directed 
at the detecting elements 124 for calibration processes 
described below in greater detail. The energy 632 may have 
a generally uniform and constant intensity to allow deter 
mination of the detecting elements’ response to a known 
intensity energy. In certain embodiment, the energy 632 
comprises a visible light. It will be appreciated, however, 
that electromagnetic energy outside of the visible spectrum 
may be utilized for the concepts described herein without 
departing from the spirit of the present teachings. 

0062. In various embodiments, an objective of the 
present teachings is to improve the quality of the processed 
signals through various detector and signal related correc 
tions. In certain embodiments, the CCD or another type of 
segmented detector and/or signal processor may be config 
ured to provide normalization of the responses for the 
plurality of pixels. Such process is sometimes referred to as 
flat-fielding. A flat-fielding process 200 is depicted in FIG. 
2, where a measured signal 202 is shown to comprise an 
actual signal 214 combined with a response component 216 
(hashed) and a dark signal component 220 (shaded). The 
response component 216 and the dark signal component 220 
are, for the purpose of this description, referred to as 
collectively referred to as an error component 222. Typi 
cally, each pixel corresponds a “channel.” and channel 
dependence of the actual signal 214 and the error component 
222 are depicted as example five bins along the horizontal 
aX1S. 

0063 For the purpose of description, a signal and/or a 
signal component associated with various detectors and/or 
detector components can include, but not limited to, elec 
trical charge and/or electrical current. For example, a signal 
from a given detector may include charge and/or current 
being read out from the detector. 
0064. A signal can also refer to an optical signal or other 
non-electrical signals. For example, a calibration signal can 
include, but not limited to, a light signal. 
0065. The actual signal 214 (and its channel distribution) 
depends on the physical processes being measured in the 
example measurement devices described above. The 
response component 216 may depend on each one or more 
operating parameters associated with each pixel. Such 
parameters may include, by way example, gain Voltage of 
the channel and other readout related electronics noises 
associated with the channel. The dark signal component 220 
may also be channel dependent, and generally comprises 
signals that result from the pixel without being induced by 
light. Such an effect may be a result of, by way of example, 
thermally induced signal. In certain applications, the dark 
signal component may be lumped into the channel depen 
dent response component; hence, a single error component 
may represent a collection of Substantially all the channel 
dependent noises. 

0066 Although the measured signal 202 in FIG. 2 is 
depicted as being comprised of the actual signal 214 and the 
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error component 222, one generally does not know of Such 
delineation unless the measured signal 202 is processed 
further. Typically, the objective of the further processing is 
to extract the actual signal 214 from the measured signal 202 
by removing the error component 222. Thus in the example 
flat-fielding process 200, a dark signal signal 204 compris 
ing the dark signal component 220 may be obtained and 
subtracted to yield a dark signal subtracted signal 206. One 
way to obtain the dark signal signal 204 is to provide a dark 
environment for the detector and operate the detector in a 
Substantially same manner as that for obtaining the mea 
Sured signal. 
0067. The dark signal subtracted signal 206 may still 
include the response component 216 that may cause the 
various channels to respond in a different manner. For 
example, if the detector is subjected to a substantially 
uniform intensity light, one would want to obtain a uniform 
response from each of the channels. In many applications, 
however, the different channels may output different signal 
values for a uniform input of light. As previously described, 
Such non-uniformity may arise because of, for example, 
different gains in the different pixels. 
0068 One way to ascertain such non-uniformity in chan 
nel response is to operate the detector with a substantially 
uniform input light (e.g., a “flat-field light). A measured 
flat-field signal 210 thus obtained preferably has its dark 
signal component Subtracted in a manner similar to that 
described above. The dark signal subtracted signal 206 can 
then be divided by a properly scaled measured flat-field 
signal 210 to normalize the output of the channels so as to 
yield a processed signal 212 representative of the actual 
signal 214. 
0069 Traditionally, the dark signal component 220, 
response component 216, and any other components that 
contribute to the error component 222 are determined and 
compensated for in order to obtain the actual signal 214. One 
aspect of the present teachings relates to an error processing 
system 230 that analyzes the error component of the mea 
Sured signal So as to identify and characterize various 
components of the error component in terms of different 
operating parameters associated with the detector. When 
implemented with the example flat-fielding process 200 
described above, the error component 222 may be resolved 
into various Subcomponents, wherein the Subcomponents 
may be characterized in terms of Some operating parameter 
of the CCD. It will be appreciated that the error processing 
method and system described herein may be utilized in 
conjunction with the flat-fielding process, or may be imple 
mented by itself, or with any other signal quality enhancing 
process(es). 
0070). As illustrated in FIG. 3, certain embodiments of the 
error processing system 230 comprise an existing detector 
232 (also depicted as 96 in FIG. 1A, 122 in FIG. 1B) and a 
processor 234 (also depicted as 126 in FIG. 1B) configured 
in a selected manner. In one possible configuration, the 
processor's existing firmware or drivers are modified in a 
manner so as to provide an ability to enable and disable a 
camera shutter while collecting signals during a specified 
period of time (referred to as “frame'), thus providing the 
ability to perform variable integration time frame measure 
mentS. 

0071. One aspect of the present teachings relates to 
manipulating the intensity of the light impinging on the 
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detector, and the manner in which the signals from the 
controlled light are processed. Such methodology is 
depicted as an incident light intensity I profile 242 as a 
function of time T. The incident light may be obtained from 
the flat-field light source described above. Such light source 
may yield a substantially uniform intensity, depicted as 
substantially uniform values 244 during time period T 250 
during time period T, and 254 during time period Ts. In 
one implementation, the period T represents a “long 
integration time frame, and the period Ts represents a 
“short integration time frame. Such long-short frames com 
bination provides time variation, thereby allowing determi 
nation of time dependence of the various components of the 
measured signal. The substantially uniform value 244 of the 
incident light intensity may be varied, as depicted by an 
arrow 246. Such variation in the incident light intensity for 
a given time frame (T) allows determination of incident 
light intensity dependence of the various components of the 
measured signal. Similar variations in the incident light 
intensity may be performed with the substantially uniform 
values 250 and 254 during the periods T and Ts respec 
tively, as depicted by arrows 252 and 256. 
0072 The general concept of selectively varying the two 
parameters—incident light intensity (I) and time (T)—al 
lows the processor 234 to determine various components of 
a given signal into four possible types of dependency 
combinations. As depicted in FIG. 3, an output 236 from the 
processor 234 may comprise the four types of components: 
a first component that depends on both I and T, a second 
component that depends on I but not T, a third component 
that depends on T but not I, and a fourth component that is 
independent of both I and T. 
0073. The long-short frame cycle depicted in FIG. 3 is 
particularly well suited for adaptation for I and T depen 
dency determination in detector systems that are already 
configured to measure data in some combination of long and 
short frames. Such configuration may be used to extend the 
dynamic range of a detector by Scaling the signal from the 
short frame to what the long frame signal would have been 
had it been allowed to exceed the upper limit of the dynamic 
range. Such methodology and other concepts are disclosed 
in U.S. Pat. No. 6,894.264 issued May 17, 2005 and titled 
SYSTEM AND METHODS FOR DYNAMIC RANGE 
EXTENSION USING VARIABLE LENGTH INTEGRA 
TION TIME SAMPLING,” which is hereby incorporated by 
reference in its entirety. 
0074. It will be appreciated that while the use of long 
short frame combination is convenient in Systems already 
configured to operate as such, that existing capability is not 
a requirement for implementation of the present teachings. 
A given system, without the existing long-short frame com 
bination, may be adapted to perform Such similar tasks 
without departing from the spirit of the present teachings. 
0075 FIG. 4 illustrates one possible implementation of a 
calibration set 260 that includes variations in the incident 
light intensity and the integration time. The calibration set 
260 comprises a series of four frames 280,282. 284, and 286 
(denoted as frames one to four) that may be obtained in any 
order. Certain orders, however, may be easier to implement 
due to various factors. For example, if a given system is 
configured to perform an alternating pattern of long-short 
long-short- etc., it makes more sense to retain Such pattern 
in the calibration set. 
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0076. As seen in FIG. 4, the calibration set 260 comprises 
the incident light intensity I having either of two values—a 
flat-field light intensity IFF or a dark condition intensity I. 
Such transition between the two intensities may be achieved 
by use of a shutter to either allow or prevent light from 
reaching the detector. Furthermore, each of the long and 
short frames are shown to include a period (T2-T3, T4-T5. 
T6-T7, and T8-T9) after their respective integration periods. 
Such a period is referred to as an idle period (or sometimes 
referred to as a “dead time') associated with time required 
to read out the pixel and reset the pixel for further detection. 
The aforementioned idle periods are depicted to have an 
approximately same duration, regardless of whether the 
frame is long or short. However, such a choice of the idle 
periods is not a requirement. In certain embodiments, the 
shutter is closed during the idle periods, such that the 
detector experiences the dark condition. 

0077. Thus, the first frame 280 of the example calibration 
set 260 comprises an integration of IFF intensity light during 
T1 to T2, followed by the idle period from T2 to T3. The 
second frame 282 comprises an integration of IFF intensity 
light during T3 to T4, followed by the idle period from T4 
to T5. The third frame 284 comprises an integration of I. 
intensity light (i.e., dark) during T5 to T6, followed by the 
idle period from T6 to T7. The fourth frame 286 comprises 
an integration of Id intensity light (i.e., dark) during T7 to 
T8, followed by the idle period from T8 to T9. 
0078 Preferably, the first integration period T1 to T2 is 
substantially same as the third integration period T5 to T6, 
with the difference in the two periods being the incident light 
intensity of IE versus I. Similarly, the second integration 
period T3 to T4 is substantially same as the fourth integra 
tion period T7 to T8. The integrations of the long and short 
dark periods permit determination of any time dependence 
of a channel response in the absence of an incident light in 
a manner described below in greater detail. In FIG. 4, the 
first and second frames 280 and 282 are referred to as 
baseline frames for the purpose of this description (depicted 
as Solid line), and may be achieved by opening the shutter 
during the periods of T1 to T2 and T3 to T4 and keeping the 
shutter closed at other times. The third and fourth frames 284 
and 286 are referred to as dark frames for the purpose of this 
description (depicted as dashed line), and may be achieved 
by keeping the shutter closed during the time from T5 to T9. 

0079. As further illustrated in FIG. 4, the calibration set 
260 achieved in the foregoing mariner may be incorporated 
into a variety of data collection sequences, such as two 
example sequences 262 and 270. In the example sequence 
262, the calibration set 260 is performed during calibration 
blocks 266 temporally disposed between data blocks 264. In 
the example sequence 270, the calibration set 260 is per 
formed during a calibration block 274 after every N data 
blocks 274. It should be apparent that any other combination 
of the data and calibration blocks may be implemented into 
a sequence without departing from the spirit of the present 
teachings. Preferably, the calibration to determine the vari 
ous error and response components are determined under a 
condition as close to the data condition as possible. 

0080. During the data blocks, the light to the detector is 
provided via the sample being measured, whereas during the 
calibration blocks, the baseline light and the dark condition 
is provided by a combination of the flat-field light source and 
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the shutter. Thus, the frequency of the calibration data blocks 
in a given sequence may be determined by factors such as 
how easily the light sources can be switched (between the 
sample and the baseline light/dark condition), the extent of 
"down time' during Switching of samples, and the stability 
of the system. For example, if the down time between 
samples is larger than the calibration block time scale, 
calibration may be performed between each data block 
regardless of whether it is needed or not. In another example, 
if the sample comprises multiple cells arranged in an array, 
and the cell-to-cell movement can be achieved substantially 
faster than the calibration time scale, one may want to tailor 
the calibration scheme based on the stability of the system. 
0081 FIG. 5 now illustrates a process 400 that deter 
mines various measured signals during the calibration set 
260 described above in reference to FIG. 4. Thus, the 
process 400 preferably occurs in each of the calibration 
blocks also described above in reference to FIG. 4. The 
process 400 may be performed by the processor 300 in 
conjunction with the detector 232 described above in refer 
ence to FIG. 3. 

0082 The process 400 begins at a start state 402, and in 
state 404 that follows, the baseline flat-field light with 
intensity I is provided to the detector during the period T1 
to T2, and the resulting signal from the detector is integrated. 
In state 406 that follows, the process 400 reads out the total 
measured signal A, for the first frame during the idle period 
T2 to T3. The “BL' subscript denotes “baseline-long.” 
meaning that the baseline light with intensity It is inte 
grated for the long period. In state 410 that follows, the 
baseline flat-field light with intensity. It is provided to the 
detector during the period T3 to T4, and the resulting signal 
from the detector is integrated. In state 412 that follows, the 
process 400 reads out the total measured signal As for the 
second frame during the idle period T4 to T5. The “BS” 
subscript denotes “baseline-short,” meaning that the base 
line light with intensity IFF is integrated for the short period. 
0083. In state 414 that follows, the dark condition is 
provided for the detector during the period T5 to T6, and the 
resulting signal from the detector is integrated. In State 416 
that follows, the process 400 reads out the total measured 
signal Art for the third frame during the idle period T6 to 
T7. The “DL subscript denotes “dark-long, meaning that 
dark signal is integrated for the long period. In state 420 that 
follows, the dark condition is provided for the detector 
during the period T7 to T8, and the resulting signal from the 
detector is integrated. In state 422 that follows, the process 
400 reads out the total measured signal As for the fourth 
frame during the idle period T8 to T9. The “DS” subscript 
denotes "dark-short,” meaning that dark signal is integrated 
for the short period. 
0084. In state 424 that follows, the measured signals A. 
As ADL, and ADs corresponding to the first to fourth 
frames may be analyzed online to determine the various 
error and response components. Such results can be applied 
to the applicable data blocks online to enhance the quality of 
the data. Alternatively, the measured signals ABL. As ADL, 
and As may be stored for later analysis to determine the 
various error and response components so as to enhance the 
data quality. The process 400 stops at end state 426. 
0085 For the purpose of description herein, the example 
calibration set 260 is described as including the frames BL, 
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BS, DL, and DS. It will be understood that the calibration set 
can include these for frames in any order. Further more, the 
four frames can be separated into different calibration sets. 
For example, BL and BS can form one calibration set, and 
DL and DS can form another calibration set. These two 
example calibration sets can be performed at different 
times—for example, in an alternating manner. It will also be 
understood that any other combinations of the frames can be 
used to form the example calibration sets each having two 
frames. Within each of the two-frame calibration sets, the 
two frames can, of course, be arranged in any of the possible 
combinations. In general, it will be understood that the 
calibration set(s) can be formed and performed in any of the 
possible combinations of the individual frames. 

0086. It will also be understood that in some embodi 
ments, calibration sets having any of the foregoing combi 
nations of BL, BS, DL, and DS frames can include average 
frames obtained by averaging of multiple frames. For 
example, an average BL frame can be obtained by averaging 
of multiple BL frames. 

0087 FIGS. 3-5 describe the calibration performed by 
the processor (in conjunction with the detector) in terms of 
operational parameters I (incident light intensity) and time T 
to obtain the measured signal values ABL. As ADL, and 
As. In particular, the calibration process 400 performed in 
the foregoing manner yields the measured signal values A. 
As ADL, and ADs. FIG. 6 now depicts how Such measured 
signal values may be represented in terms of a detector 
signal W and time T. The detector signal W is due to the 
incident light impinging on the detector, and also due to the 
manner in which the detector is being operated. For 
example, dark signal results from the CCD even in the 
absence of incident light, and the amount of Such signal 
depends on operating parameters such as temperature. 

0088. It should be understood that while FIG. 6 illustrates 
the signal profiles of the four frames as being composites of 
different components, such depiction is for descriptive pur 
pose only. At the time of the measurement, one does not 
know the values of the different components. Instead, only 
the four measured signal values ABL, ABs, ADL, ADs, along 
with certain Substantially fixed time parameters are avail 
able. Further processing of these quantities, in a manner 
described below, allow determination of the different com 
ponents depicted in FIG. 6, thereby allowing improved 
characterization of the performance of the detector and its 
associated readout chain. 

0089. A detector signal output profile 290 corresponds to 
the four frames described above in reference FIGS. 4 and 5. 
The first and second frames are categorized as baseline 
frames, and the third and fourth frames are categorized as 
dark frames. As before, the first frame begins at T1 and ends 
at T3, and the total duration is assigned a value of TP. The 
Tritime period is a sum of the long integration time T and 
the idle time Til Such that TPI =TL+Tids. Ideally, the long 
integration time T ends at time T2; however, there may 
exist an integration time nonuniformity T. (Superscript 
indices ij referring to pixel indices i) that results from 
effects such as slow shutter and the pixels response to the 
integration halt. As a consequence, there may be a residual 
signal from the detector beyond time T2 when the shutter 
close command is issued. Thus, although the long integra 
tion time T is depicted as terminating at T2, it may end 
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slight prior to or after T2 (by approximately T); thus T. 
is not a Substantially constant value on which other quanti 
ties may be based on. The total time Tp, however, may be 
selected to be a Substantially fixed quantity for Such purpose. 
0090 Similarly, the beginning of idle time T nomi 
nally at T2, floats with the actual end of T. The idle time 
Tale may be broken down into a sequence of Telay. Thincut, 
and T. The time Tei represents a delay between the 
shutter close command at T2 and the time at which accu 
mulated charges in the pixels are shifted out (read out). Such 
shiftout lasts for T, and may be followed by a gap of 
time T before the start of the next frame. During the idle 
time T, additional non-light related signal may be asso 
ciated with a given pixel and its associated readout chain, 
thereby adding to the overall readout charge. 
0091. The second, third, and fourth frames also have 
similar time structures as that of the first frame described 
above. Specifically, the short frames, the second and fourth 
frames, can each be defined by a substantially fixed total 
time TPs. The long frames, the first and third frames, can be 
defined by the substantially fixed total time T. 
0092. The four frames defined time-wise in the foregoing 
manner yield the measured signal values A. As ADL, and 
As. Each of these measured values may be broken down 
into four components as 

4 measured-flight-inst4 darkt-idle (1) 

where Ameasured can be any one of ABL, ABs. ADL ADs. 
A represents a signal resulting from the incident light, and 
in FIG. 6 is denoted as A and As, where the Subscript 
denotes long or short. Alth-0 for the dark third and fourth 
frames. A represents a signal resulting from the integration 
time nonuniformity T, with the incident light, and in FIG. 
6 is denoted as A and As, where the Subscript denotes 
long or short. A=0 for the dark third and fourth frames. 
A represents a dark signal that results during the integra 
tions, and Such signal is present whether or not the detector 
is Subjected to light. In FIG. 6, A is denoted as A for 
the long frames and As for the short frames. A represents 
a collective signal resulting during the idle time, and in FIG. 
6 is denoted as A for the long frames and As for the short 
frames. 

0093. As illustrated in FIG. 6, the dark signal components 
As and Ass have an effective dark signal magnitude W, 
and the signal components associated with light (A, A, 
As. As) have an effective light-based signal magnitude 
W. It should be understood that the signal magnitude W. 
may be related to the incident light intensity by some 
conversion factor that accounts for light-photoelectron con 
version effects such as quantum efficiency of the pixel. Thus, 
for the flat-field light source, the signal magnitude W may 
be considered to be proportional to the substantially constant 
light intensity I described above. 
0094. As previously described, the measured signals 
AL. As ADL, and ADs during the four frames do not yield 
the signal and time breakdown as described in reference to 
FIG. 6. One aspect of the present teachings relates to 
analyzing the measured ABL, ABs, ADL, ADs, the frame 
durations T, Ts in context of the components model 
exemplified in FIG. 6. 
0.095 Prior to description of such analysis, FIG. 7 illus 
trates a process 330 that yields the detector signal output 
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profile 290 of FIG. 6. The process 330 begins at start state 
332, and in state 334 that follows, the shutter is closed and 
uniform intensity baseline light is provided for the detector. 
In state 336 that follows, shutter is opened at time T1. The 
steps of turning on the light first and opening the shutter at 
time T1 assumes that the shutter response is faster and 
controllable than turning on of the light source to a uniform 
intensity level. But Such an assumption is in no way intended 
to limit the scope of the process 330. Any baseline light/ 
shutter operation combination may be implemented in the 
process 330 without departing from the spirit of the present 
teachings. For example, the baseline light may remain on 
constantly, and the light/dark condition of the detector may 
be determined by the shutter operation. 
0096. In state 340, the process 330 perform the long 
integration with light from T1 to T2. In state 342 that 
follows, the shutter is closed. In state 344 that follows, the 
process 330 delays for Tei and performs the shiftout for 
Thirut, possibly followed by a gap time of T. So as to 
complete the first frame. 
0097. In state 346, the shutter is opened at time T3. In 
state 350 that follows, the process 330 performs the short 
integration with light from T3 to T4. In state 352 that 
follows, the shutter is closed. In state 354 that follows, the 
process 330 delays for Tei and performs the shiftout for 
Thinut possibly followed by a gap time of Tsar so as to 
complete the second frame. 

0098. In state 356, the shutter is closed and dark condi 
tion is provided for the detector. As previously described, the 
dark condition may be provided by the closed shutter itself. 
Alternatively, the baseline light may be turned off for the 
remainder of the process 330. For the purpose of description 
of the process 330, and for consistency in the shutter 
open/close sequence in the other frames, the baseline light 
will be assumed to be turned off during the performance of 
the third and fourth frames. In state 360, the shutter is 
opened at time T5. In state 362 that follows, the process 330 
performs the long integration without light from T5 to T6. In 
state 364 that follows, the shutter is closed. In state 366 that 
follows, the process 330 delays for Tai and performs the 
shiftout for Thin, possibly followed by a gap time of T 
so as to complete the third frame. 
0099. In state 370, the shutter is opened at time T7. In 
state 372 that follows, the process 330 performs the short 
integration without light from T7 to T8. In state 374 that 
follows, the shutter is closed. In state 376 that follows, the 
process 330 delays for Tei and performs the shiftout for 
Thinut possibly followed by a gap time of Tsar so as to 
complete the fourth frame. The process 330 stops at end state 
380. 

0100. The process 330 performed in the foregoing man 
ner yields the measured signals ABL, ABs. ADL, and Aps 
during the four frames specified by the frame durations T. 
Ts. One aspect of the present teachings relates to determi 
nation of the four components of each of the four frames 
described above in reference to FIG. 6. Specifically, apply 
ing Equation 1 to each of the four frames, the measured 
signals corresponding to the four frames can be expressed 
fully as 
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ADL=ADL1+ADL2+ADL3+ADL4 (2c) 

ADSADs +4Ds2+4Ds3+4Ds4 (2d) 

where the subscripts “B” and “D” have been added to 
distinguish between the baseline and dark frames. In context 
of the example model of the detector signal output profile 
290 of FIG. 6, however, the such subscripts can be dropped 
(and is dropped in FIG. 6). In particular, A=As=0 since 
no light impinges on the detector during the dark frames. 
Similarly, A=As=0. Thus, there is no need to keep the 
'B' Subscript in ABL, ABs, ABL2 and ABs2, and can be 
expressed as A. As, A, and As, as done in FIG. 6 and 
its related description herein. In a similar manner, the “B” 
and “D’ subscripts can be dropped from the dark signal 
components ABLs, ABss, ADLs, and ADSs (and be expressed 
as A and Ass for both baseline and dark frames) because 
the dark signal component is present during integrations and 
is generally independent of the incident light intensity. In a 
similar manner, the “B” and “D’ subscripts can be dropped 
from the idle signal components ABL4, Absa. ADL4, and 
A (and be expressed as A and Asa for both baseline and 
dark frames) because the idle signal component is generally 
independent of the incident light intensity. For the foregoing 
reasons, Equations 2a-d can be expressed as 

0101 Referring to FIG. 6, the eight components on the 
right sides of the Equations 3a-d, namely A, AL. A. 
AL4, Asi, As2. Ass. As can be characterized as 

AL=WTL (4a) 

AL2=W.T.' (4b) 
AL=WTL (4c) 

ALA-ADL-AL3 (4d) 

As1=WTs (4e) 

As2=W.T. =AL2=A2 (4f) 
Ass=WTs (4g) 

As4=ADs-As3. (4h) 

The indices ij refer to pixel indices ij. Equation 4h can be 
simplified further in calibration sets where the idle periods 
(and their temporal sub-structures) are substantially the 
same for the long and short frames, such that Asa=A=A. 
Although the simplification is not a requirement. Such 
assumption is made in the Subsequent analysis. 

0102 FIG. 8 now illustrates one possible process 430 for 
determining the various parameters (on the right sides of 
Equations 4a-h) associated with the components of the four 
frames. It will be understood that given the knowns A, 
Abs, ADL, ADs, TPL. Tps, and the example model of the 
detector signal output profile 290 of FIG. 6, there are any 
number of different ways of algebraically manipulating the 
knowns to ultimately generate similar results that may be 
used in Equations 4a-h. As previously described. Such 
determination (process 430) may be performed online as the 
calibration sets are obtained, or the measured values may be 
stored for later analysis. 
0103) In FIG. 8, a process 430 begins in a start state 432. 
In state 434 that follows, the process 430, for each of the 
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plurality of pixels, obtains the measured signals ABL, As 
A. As from their respective frames during respective 
frame durations TPI and Tes. 
0104. In state 436 that follows, the process 430 deter 
mines the detector signal magnitudes W. and W for each 
pixel. The magnitude W. can be determined by considering 
the dark long (third) and the dark short (fourth) frames of 
FIG. 6 and Equations 3c-d, and noting that the differences in 
the measured signal values 

since Asa=A=A. Furthermore. Als=W, T, and A= 
W. T.s. Hence, Equation 5 can be rewritten as 

ADL-ADs=W(TL-Ts). (6) 

Since, the Substantially fixed times Tp and TPs are respec 
tively T+T and Ts-T, with the integration-to-idle 
(T to Tai) transition sliding (by T.) in the substantially 
same manner for both the long and short frames, the time 
difference 

TL-Ts=TPL-TPs. (7) 

Hence, W from Equation 6 may be expressed in terms of 
measured or known quantities as 

W=(ADL-ADs)/(TPL-Tps). (8) 

In a similar manner (omitting some obvious or similar 
algebraic steps in the derivation of Equation 8), 

ABL-ABs= We(TPL-Tps)+W(TPL-Tps). (9) 

Isolating the W. and substituting the expression for W. 
from Equation 8, Wis can be expressed as 

We=(ABL-ABs)-(ADL-ADs), (TPL-Tips). (10) 

0105. In state 440 that follows, the process 430 deter 
mines, for each pixel, a ratio m of the actual long and short 
integration times as 

Because the quantities on the right side of Equation 11 are 
not determined at this point, it is desirable to convert them 
to the known or determined quantities. One way is to 
multiply top and bottom of right side of Equation 11 by W. 
such that 

(Asi+A2). (12) 

From FIG. 6, one can see that A+A2 is simply the 
difference between the measured signals A and A. 
Similarly, As+A=As-As. Thus, the ratio m can be 
expressed in terms of the known measured quantities as 

m=(ABL-ADL)/(ABs-ADs). (13) 
The ratio m allows determination of some of the time 
parameters as described below. 
0106. In state 442 that follows, the process 430 forms a 
distribution of the m values from the plurality of pixels of 
the detector. Considering the definition of m in Equation 11, 
and given that T-Ts a Zero value for T. corresponds to 
the maximum value of m. Conversely, the largest value for 
T. corresponds to the minimum value of m. Thus, the 
worst case limit of the integration time nonuniformity T' 
for the detector can be associated with the smallest value of 
m among the plurality of pixels. 
0107. In state 444 that follows, the process 430 deter 
mines a ration of long and short integration times repre 
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sentative of the detector as the largest value of m from the 
m distribution. FIG. 16 shows an example m distribution 
800 having a largest m value of approximately 595. Thus 
for the example m distribution 800, the value of n is 
approximately 595. 

0108). In state 446 that follows, the time durations T. 
T, and Ts are approximated for each pixel based in part on 
the detector-wide parameter n. For each pixel, the ration of 
long and short integration times may also be expressed as 

Since the value of n is determined, and the long and short 
frame time intervals TPI and TPs are known values, Tid in 
Equation 14 may be solved to yield 

Title=(n Tips-TPL)/(n-1). (15) 

Now, since T =T-Ti, Substituting the expression of 
T. in Equation 15 yields an expression for TL as id 

Furthermore, since T-Ts=T-Ts (Equation 7), Ts may 
be expressed as 

Ts=TL-(TPL-Tps) (17) 

where T is expressed in Equation 16. 
0109) In state 450 that follows, the process 430 deter 
mines the integration time nonuniformity T in terms of 
the known or determined quantities. Referring to the defi 
nition of the ratio m'=(T+T)/(Ts+T) in Equation 11, 
m". TL, and Ts are determined values. Thus, substituting the 
expressions for T and Ts (from Equations 16 and 17) into 
the definition of m, T. may be expressed as 

T32(n-m) (TL-Ts) (m-1)(n-1)). (18) 
0110. In state 452 that follows, the process 430 deter 
mines the various components of the measured signals in 
terms of known or previously determined quantities accord 
ing to Equations 4a-h. The process 430 stops at an end state 
454. 

0111. The process 430 performed in the foregoing 
example manner determines the components of the mea 
Sured signals ABL. As AD. As of the four frames of the 
calibration set. The components comprise the quantities 
listed on the left sides of Equations 4a-h, and can be 
classified into four categories according to their dependen 
cies on the incident light intensity I (which is proportional to 
the detector signal W) and time T. As previously described 
in reference to FIG. 3, there are four dependency combina 
tions given the two parameters I and T: (1) depends on both 
I and T. (2) depends on I but not T. (3) depends on T but not 
I, and (4) independent of I and T. Referring to FIG. 6, one 
can see that the first components of each frame, namely A 
and As, depend on both I (via W.) and T. Specifically. A 
differs from As by the difference in the integration times T. 
and Ts; the level of W. (representative of I) can change the 
values of both A and As. The second components of each 
frame, namely A and As, do not depend on time T (hence 
both being equated to and represented simply as A above). 
but depend on I for the same reason as that of the first 
components. The third components of each frame, namely 
A, and Ass, do not depend on I by definition (of dark signal), 
but depend on time T for the same reason as that of the first 
components. The fourth components, namely A and As 
do not depend on I because they accumulate during the idle 
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periods in the absence of light, and also do not depend on T 
when the idle periods (and their temporal sub-structures) are 
Substantially similar for the long and short frames. 

0112. It will be understood that the dark signal subtrac 
tion and flat-fielding techniques previously described in 
reference to FIG.2 may be performed without the foregoing 
four-components analysis. In Such techniques, only a base 
line and dark frames (preferably of same duration) are 
needed. Hence, the first and second components (A and 
A. As and As) are not distinguished, but rather lumped 
into a single "baseline' component. Similarly, because no 
effort is made to determine the actual dark signal duration, 
thus resolving it from the idle signal, the third and fourth 
components (ALs and Aa. As and Asa) are not distin 
guished, but rather lumped into a single "dark component. 

0113. It should be apparent that resolving the baseline 
(e.g., flat-fielding) frame and dark frame signals into more 
components allows one to better understand in general the 
composition of the measured signals. Such an advantage is 
particularly desirable if Such components can be analyzed 
without a Substantial modification to an existing configura 
tion. Another advantage afforded by Such components analy 
sis relates to better configuring the manner in which mea 
Surements are performed, based on the understanding of the 
components. For example, if the integration time nonuni 
formity T is shown to be significant, then the shutter or the 
manner in which the shutter is operated may be configured 
differently so as to reduce such effect and thereby improving 
the quality of the measurement. In another example, if the 
idle component A is found to be significant, the profile of 
the idle period may be modified to reduce the magnitude of 
the idle component, thereby again improving the quality of 
the measurement. 

0114. One advantageous application where the knowl 
edge of the idle component A is useful relates to determi 
nation of the camera's read noise. FIG. 9 illustrates an 
example process 460 that characterizes a read noise associ 
ated with the pixels, as well as the overall read noise of the 
CaCa. 

0115 The process 460 begins in a start state 462. In state 
464 that follows, the process obtains a distribution of the idle 
component A. from each of the pixels. In state 466 that 
follows, the process 460 determines a constant idle offset 
A representative of the detector by selecting the smallest 
value of A. from the A-distribution. Steps in states 464 and 
466 are generally analogous to the steps in states 442 and 
444 of FIG. 8, where a value of m from the m-distribution 
was selected to be representative of the detector. 

0116. In state 470 that follows, the process 460 obtains a 
distribution of measured signal values (dark long) A from 
the plurality of pixels. In state 472 that follows, the process 
460 determines the dispersion of of the A-distribution. 
The dispersion of may depend on the properties of the 
distribution, and may be determined in a known manner. In 
state 474 that follows, the process 460 determines, for each 
pixel, a read noise R as 

In state 476 that follows, the process 460 determines an 
overall camera read noise by selective manipulation of the 
resulting distribution of R. For example, an average value of 
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R may be selected to represent an average read noise for the 
detector. The process stops at an end state 480. 
0.117 Based on the foregoing description, it should be 
apparent that the concept of varying different operating 
parameters and measuring signals for corresponding varia 
tions allows one to resolve the measured signals into various 
components that have different dependencies on the operat 
ing parameters. Such a concept can be extended to include 
more than the two operating parameters (I and T) without 
departing from the spirit of the present teachings. 
0118. Alternatively, one of the four components of for 
each frame may be resolved further in terms of subcompo 
nents of the detector signal W and time T parameters. For 
example, as illustrated in FIG. 6, the A component (labeled 
as A and As) is depicted as having an example L-shaped 
substructure. Such substructure may be determined by W. 
Tasia. Thin, and Wes, where the subscript "PN repre 
sents pattern noise. The pattern noise signal magnitude WN 
may further be resolved as a Sum of a spurious charge signal 
magnitude Ws and an effective on-chip amplifier dark 
signal magnitude W. Thus, Such a substructure may be 
analyzed in the spirit of the present teachings, so as to allow 
one to distinguish and quantify the aforementioned substruc 
ture defining quantities. 
0119) The foregoing analysis of the calibration frame 
comprising the baseline and dark frames (with each com 
prising the long and short integrations) yields various com 
ponents associated with each pixel. These components are 
summarized as follows (reference to FIG. 6 helpful): 

TABLE 1. 

Depends on 
Symbol (Intensity andfor 

Component Long Short integration time) Useful for 

Baseline AL As Both Normalizing pixels 
responses 
Removing shutter 
nonuniformity 
Removing contribution 
from dark signal 
Removing contribution 
during readout 

Shutter error A, A2 Intensity 

Dark signal AL3 Ass Integration time 

Idle A4 A4 Neither 

0.120. As previously described, the calibration frames 
being measured temporally proximate the data frames (as 
shown in FIG. 4) allows the various components of the 
calibration to be obtained under similar conditions as that of 
the data. As also previously described, certain embodiments 
of the measurement system advantageously utilize the long 
short combination of integration times. Such a configuration 
allows at least some of the calibration components to be 
resolved in integration time-dependent term(s). 
0.121. Once the four calibration components are obtained 
proximate a set of measured data, the components can be 
applied to the measured data to yield a corrected data. FIGS. 
10A and B illustrate some example biological measurements 
that undergo Such a correction. 
0.122 FIG. 10A illustrates a portion of an array-type 
device 500 having a plurality of probes 502a-c. In certain 
applications, such probe preferentially attracts a specific 
sequence of nucleotides (strand). The relative number of 
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such strands adhered to the probe is indicative of the relative 
concentration of that particular strand in a sample. To 
determine the relative number of a strand adhered to a given 
probe, the strands may be tagged with tags that emit detect 
able energy upon excitation. Thus, the example strand-laden 
probes 502a-c are depicted as emitting energy 504a-c 
respectively, with varying intensities. The emitted energy 
504a is depicted as being more intense than that of 504c, 
which in turn is more intense than 504b. 

0123. Such data can be measured via a segmented detec 
tor 510, such as a CCD, having a plurality of pixels 512 
(denoted as pixels 512a-v) to yield a measured signal value 
514 for each pixel. The measured signal value includes the 
contribution from the actual incident energy from the array, 
as well as other contributions. Such other contributions 
include contributions associated with the four components 
determined above. 

0.124. In FIG. 10A, the measured signal value 514 is 
depicted as comprising an intensity-independent portion 520 
and an intensity-dependent portion 516. It will be under 
stood that Such delineation is for descriptive purpose, and is 
generally not apparent from the measured signal value alone. 
0125 FIG. 10A also depicts a dynamic range limit 522 
associated with the example detector 510. One can see that 
pixels 512d, e, and S have measured signals that exceed the 
dynamic range limit 522. As described in the above incor 
porated reference (U.S. Pat. No. 6,894.264), such limitations 
may be mitigated by utilizing the signal from the short 
integration and appropriately scaling it. Thus, although some 
of the measured signal values are depicted to exceed the 
limit522, it will be assumed to be “scalable' for the purpose 
of description herein. 

0126 FIG. 10A also illustrates the pixels 512a-v having 
relative response values assigned to them. As previously 
described, the pixels in a given detector may respond 
differently to the substantially same input of energy. For the 
purpose of description, a reference response value is selected 
to be 1. As examples, the example response value assigned 
to pixel 512a is 1.0; thus, pixel 512a responds with approxi 
mately 100% of the expected reference value. The example 
response value assigned to pixel 512b is selected to be 0.8; 
thus, pixel 512b under-responds with approximately 80% of 
the expected reference value. The example response value 
assigned to pixel 512d is selected to be 1.2: thus, pixel 512d 
over-responds with approximately 120% of the expected 
reference value. The example response values associated 
with the pixels 512a-v may be obtained by comparing the 
baseline values (A or scaled A). An average baseline 
value may be assigned a reference response value of 1, and 
each pixel’s baseline value may be compared to the average 
baseline value to yield its response value. 

0127. The measured signal values 514 may have sub 
tracted from it the intensity-independent portion 520. For the 
four components summarized in Table 1 (and illustrated in 
FIG. 6), the intensity-independent portion 520 comprises the 
dark signal (A or scaled As) and idle component (A). 

0128. Following the subtraction of the shutter error A 
may be removed from the signal value. At this stage, the 
signal value (for the long integrations) can be represented as 
(referring to FIG. 6) W(T+T), where W is the pixel 
signal due to the incident energy from the sample being 
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measured. For the short integrations, the signal value can be 
represented as W(Ts+T). The pixel signal W is in turn 
generally proportional to the intensity of the incident energy 
from the sample being measured. The values of T, Ts, and 
T. can be determined in terms of known values, as 
described above in reference to Equations 16-18. From the 
foregoing determination, the shutter error A can be deter 
mined to be a fraction T/(TL+T (for long, and T'/ 
(Ts--T") for short) of the signal value at this stage. Once 
determined, the shutter error A for each pixel can be 
removed from that pixel’s signal value. 

0129. Following the removal of the shutter error, the 
remaining signal value for a given pixel is approximately 
representative of the energy intensity incident on that pixel. 
At this stage, the pixels responses can be normalized Such 
that the measurement values obtained from the pixels are 
advantageously "on par with each other. As described 
above, the pixels 512a-v have example response values 
associated with them. One way to normalize a given pixels 
signal value is to multiply the signal value by an inverse of 
that pixel’s response value. Thus for pixel 512a, the example 
normalization factor is approximately 1/1.0=1.0. As 
examples, for pixel 512b, the example normalization factor 
is approximately 1/0.8=1.25. Note that this compensates for 
the under-response of pixel 512b. For pixel 512d, the 
example normalization factor is approximately 1/1.2=0.83. 
Note that this compensates for the over-response of pixel 
S12. 

0.130. After the foregoing corrections to the measured 
signal value for a given pixel, a corrected signal value 530 
is obtained for that pixel. The resulting corrected signal 
values for the pixels of the detector can be analyzed further. 
For example, curves can be fit to the values of the pixels 
output, as depicted by example Gaussians 532a-c. The 
Gaussian curve 532a represents the detected energy 504a 
from the probe 502a, the Gaussian curve 532b represents the 
detected energy 504b from the probe 502b, and the Gaussian 
curve 532c represents the detected energy 504c from the 
probe 502C. The unfolding of the curves 532a-c at the 
overlapping regions (pixels 512h, i, o in FIG. 10A) may be 
performed via any number of curve fitting/analysis methods. 

0131 From the example measured (raw) signal distribu 
tion 514 and the corrected signal distribution 530, one can 
readily see that the raw distribution would yield fitted curves 
having erroneous results. For example, the example pixel 
512d has a relatively high dark signal level and also a 
relatively high response value. As a result, the relatively 
high value of the uncorrected signal for pixel 512d would 
skew the fit towards the left side of the distribution. Such a 
fit would yield an erroneous peak value and possibly other 
erroneous curve parameter(s). In another example, the rela 
tively high value of the uncorrected signal for pixel 512S 
would skew the fit towards the right side of the distribution. 

0.132 FIG. 10B now illustrates a similar data correction 
process where a measured raw signal distribution 564 from 
a plurality of pixels 562a-v of a detector 560 can be 
processed to yield a corrected distribution 580. Curves 582a, 
b, and c can be fit and analyzed further in a similar manner. 
The measured raw data 564 is depicted to arise from a 
relatively localized source 550 that emits energy 552 in 
response to some form of excitation. The emitted energy 552 
from the localized source can pass through an optical 
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element 554 to yield the measured distribution 564. In 
certain embodiments, the measurement system may com 
prise a spectrometer based device, and the optical element 
554 may comprise a wavelength dispersing device Such as a 
prism, various types of diffraction gratings, and the like. For 
Such a system, the wavelength separation is depicted in FIG. 
10B as an arrow 556. Such a measurement system may be 
utilized to measure relative abundances of particular nucle 
otide Strands tagged with tags that emit light having par 
ticular colors. 

0133. As one can see, the distributions of data in their 
various stages are essentially left unchanged between FIGS. 
10A and B. Such depiction is for descriptive purpose, and in 
no way intended to limit the scope of the present teachings 
in any manner. It will be appreciated that once a biological 
measurement system generates a detectable energy that is 
Somehow distributed in space at the detector, the segmented 
detector can detect that energy using its plurality of pixels. 
The various pixel-related and other corrections can then be 
applied to the pixels-detected and measured signals in a 
manner described above. 

0134 FIG. 11 now illustrates a process 600 that summa 
rizes the biological measurement configurations described 
above in reference to FIGS. 10A-B. The process 600 is for 
a given pixel; thus, such process for other pixels can be 
performed in a similar manner, either sequentially, concur 
rently, or any combination thereof. Moreover, the process 
600 describes how long and short measured signals can be 
advantageously incorporated into the analysis. 
0135 The process 600 begins as a start step 602, and in 
step 604 that follows the process 600 obtains long and short 
measured signal values corresponding to emissions from a 
biological sample. In step 606 that follows, the process 600 
determines the appropriately corresponding correction val 
ues having various dependencies on integration times and 
intensity. That is, a set of four components for the long and 
short frames determined as described above are assigned to 
appropriately proximate set or sets of data frames. It will be 
understood that step 606 may be performed after (as shown 
in FIG. 11) or before step 604. That is, calibration frames can 
be obtained after or before measurement of the sample. 
0136. In a decision step 608 that follows, the process 600 
determines whether the long measured signal value is within 
the dynamic range. If “yes,” then the process 600 proceeds 
to step 610, where it assigns the long signal value as the 
measured signal value. In step 612 that follows, the process 
subtracts the substantially constant idle offset A. from the 
measured signal value. In step 614 that follows, the process 
600 subtracts the dark signal component A obtained from 
the long integration. 

0137) If the answer to the decision step 608 is “no,” the 
process 600 proceeds to step 620m where it assigns the short 
signal value as the measured signal value. In step 622 that 
follows, the process subtracts the substantially constant idle 
offset A. from the measured signal value. In step 624 that 
follows, the process 600 subtracts the dark signal component 
As obtained from the short integration. In step 626 that 
follows, the process 600 scales the offset signal value 
corresponding to a long integration. Such scaling causes the 
scaled value to advantageously exceed the dynamic range 
limit. The scaling process in step 626 may be performed by 
a separate process that is invoked by the process 600. 
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0.138. With the offset signal value being either from the 
unscaled long signal (from step 614) or the scaled short 
signal (from step 626), the process 600 in step 630 removes 
the shutter error A. In step 632 that follows, the process 600 
normalizes the signal value relative to a reference value to 
obtain a corrected signal value. The process 600 ends at a 
stop step 634. 

0.139 FIGS. 12-15 now show that various signal compo 
nents and temporal quantities associated with the herein 
described long/short and baseline/dark frames can be used to 
characterize a portion or all of one or more detectors. Such 
characterization can be used to ensure that a given detector 
will respond in a predictable manner for a given operating 
condition. Such characterization can also be used as a 
quality control technique when fabricating the detectors 
and/or instruments having Such detectors. 

0140 FIG. 12 shows one embodiment of a process 700 
that describes a generalized form of detector characteriza 
tion based on the signal components and/or temporal quan 
tities. The process 700 begins in a start state 702, and in step 
704, the process 700 determines one or more temporal 
quantities and/or one or more signal components associated 
with the long/short and baseline/dark frames. Such determi 
nations are described herein. In one embodiment, the tem 
poral quantity(ies) and/or the signal component(s) are deter 
mined for bins having one or more pixels of a segmented 
detector. As is known, such binning can reduce the time 
required for reading out and processing. In some embodi 
ments, binned pixels may provide Sufficient resolution for 
the purpose of detector characterization. The process 700 
then, in step 706, characterizes a portion or all of the 
segmented detector based on the temporal quantity(ies) 
and/or the signal component(s). The process 700 ends at a 
stop state 708. 

0141 FIGS. 13A and 13B show two examples of the 
process 700 described above in reference to FIG. 12. FIG. 
13A shows one embodiment of an example process 710 that 
determines a response of a segmented detector as a function 
of the location of bins having one or more pixels. The 
process 710 begins in a start state 712, and in step 714, it 
groups the pixels into bins so that each bin includes one or 
more pixels. In step 716, the process 710 determines, for 
each bin, values representative of one or more temporal 
quantities and/or one or more signal components. In step 
718, the process 710 determines a response of the segmented 
detector based on the determined values as a function of the 
location of the bins. The process 710 ends at a stop state 720. 

0.142 FIG. 13B shows one embodiment of a generalized 
example process 730 that determines a response of a seg 
mented detector. Such a response can include spectral and/or 
spatial responses. The process 730 begins in a start state 732, 
and in step 734, it groups the pixels so that each group 
includes one or more pixels. In step 736, the process 730 
forms spectral ranges for signals associated with the grouped 
pixels. In step 738, the process 730 determines, for each 
group of pixels, values representative of one or more tem 
poral quantities and/or one or more signal components that 
can be determined as described herein. Such values can be 
determined for each of the spectral ranges. In step 740, the 
process 730 determines a response of the segmented detector 
based on the values for the pixel groups obtained at different 
spectral ranges. The process 730 ends at a stop state 742. 
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0143 An example response from an example segmented 
detector is described below in greater detail. 
0144. The detector characterization processes described 
above in reference to FIGS. 12-13 can be applied to one or 
more detectors. FIG. 14 shows one embodiment of an 
example configuration 750 where a plurality of detectors 
752 are being characterized by a processor 754. Such 
characterization can yield one or more detector responses 
756. 

014.5 FIGS. 15A-15F now show by example various 
representations of various values described above in refer 
ence to the example characterizing process 730 described 
above in reference to FIG. 13B. The example representa 
tions were obtained from an example CCD having 512x512 
pixels. Pixels were grouped into 5x5 pixel groups. For each 
5x5 pixel group, the center 3x3 pixels were read out, and the 
edge pixels (of the 5x5 pixel group) were not read out. Thus, 
the 3x3 read-out pixel Sub-groups were separated from each 
other by 2-pixel wide gaps. The operating spectral range of 
the example CCD was divided into 20 ranges. Thus, the 
example plots shown represent 20 (spectral) by 96 (spatial) 
representations. The long integration time was approxi 
mately 300 ms, and the short integration time was approxi 
mately 60 ms. For the purpose of description of the fore 
going example CCD characterization, the long frames 
(approximately 300 ms integration time) responses are 
shown. It will be understood that responses corresponding to 
short frames will generally appear similar, but with lower 
amplitudes. 

0146 FIG. 15A shows an example response 760 of the 
example 96 lanes. In particular, values obtained from the 
lanes correspond to a measured long baseline frame (A 
described above in reference to Equation 2a). If the mea 
Sured value cannot be resolved into various signal compo 
nents, the example response 760 essentially represents sub 
stantial limit on characterizing the detector. However, as 
described herein, the long baseline measured signal can be 
resolved into various individual components or some com 
binations thereof. Also, as described herein, the use of dark 
frames allows one to obtain at least some information about 
the composition of baseline frames. Such resolving tech 
niques allow characterization beyond the baseline-charac 
terization level, thereby providing a substantially more 
flexible manner for detector characterization. 

0147 FIG. 15B shows an example response 762 corre 
sponding to one Such characterization beyond the baseline 
level. The example response 762 corresponds to the dark 
counterpart (A described above in reference to Equation 
2a) to the baseline frame. In one embodiment as described 
herein, the quantity A, includes information about the 
detector's dark signal and readout contributions. As shown 
in FIG. 15B, one can readily see that the detector's response 
without light input is substantially different than that with 
light. Even without having to rely on possible mechanisms 
for Such differences, one can see that detector characteriza 
tion at an empirical level is provided with a substantially 
greater flexibility by using the baseline/dark and long/short 
frame combinations. 

0148. As described above in reference to FIG. 15B, the 
dark frame value A, includes contributions from the detec 
tor's dark signal and readout. FIG. 15C shows a response 
764 corresponding to the resolved dark signal contribution 
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(A) to the dark frame response 762 of FIG. 15B. FIG. 15D 
shows a response 766 corresponding to the resolved readout 
contribution (A) to the dark frame 762 of FIG. 15B. 
0149. In one embodiment as described herein, removal of 
the dark signal component (AI) and the readout component 
(A) from the baseline frame (A) leaves contributions 
from A and A. The quantity AI represents the resolved 
component due to the baseline light incident on the detector. 
The quantity AL2 can be determined as a product W, T, 
and represents the contribution during the calibration signal 
intensity transition time (T). Both T. and W (detector 
signal value during baseline frame) can be determined as 
described herein. 

0150 FIG. 15E shows a response 768 corresponding to 
the resolved component A due to the baseline light inci 
dent on the detector. FIG. 15F shows a response 770 
corresponding to the resolved transition time value T. 
Although not shown, responses corresponding to other com 
ponents or values (e.g., W A), or any combination 
thereof, can be determined. 
0151. In the example responses shown in FIGS. 15A-15F, 
the example detector as a Substantially whole is character 
ized. It will be understood that similar characterization can 
be performed on a selected portion of the detector. 
0152 Although the above-disclosed embodiments of the 
present invention have shown, described, and pointed out 
the fundamental novel features of the invention as applied to 
the above-disclosed embodiments, it should be understood 
that various omissions, Substitutions, and changes in the 
form of the detail of the devices, systems, and/or methods 
illustrated may be made by those skilled in the art without 
departing from the scope of the present invention. Conse 
quently, the scope of the invention should not be limited to 
the foregoing description, but should be defined by the 
appended claims. 
0.153 All publications and patent applications mentioned 
in this specification are indicative of the level of skill of 
those skilled in the art to which this invention pertains. All 
publications and patent applications are herein incorporated 
by reference to the same extent as if each individual publi 
cation or patent application was specifically and individually 
indicated to be incorporated by reference. 
What is claimed is: 

1. A method of performing a biological assay using a 
detector comprising a plurality of pixel elements configured 
to resolve signal emissions arising from a biological sample, 
the method comprising: 

evaluating a plurality of response signals generated by 
each of the pixel elements resulting from exposure to a 
calibration signal while varying the intensity of the 
calibration signal in combination with varying of an 
acquisition time of the pixel elements; 

identifying systematic signal deviations in the detector 
and normalizing pixel element response by comparison 
of the response signals generated while varying the 
calibration signal intensity and acquisition time; and 

applying the systematic signal deviations and the pixel 
normalization to a measured raw data corresponding to 
the emitted signal from the biological sample wherein 
the response signals that yield the systematic signal 
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deviations and the pixel normalization are obtained in 
a similar condition as that of the measured raw data. 

2. The method of claim 1, further comprising directing the 
calibration signal towards the detector such that each of the 
plurality of pixel elements is exposed to the calibration 
signal in a Substantially uniform manner for the acquisition 
time. 

3. The method of claim 1, wherein the variations in 
calibration signal intensity comprise a first and second signal 
intensity and wherein the variations in pixel element acqui 
sition time comprise a first and second signal acquisition 
time thereby allowing determination of four or less compo 
nents of a given response signal. 

4. The method of claim 3, wherein the first signal intensity 
comprises a Substantially uniform non-zero intensity and 
wherein the second signal intensity comprises a Substantially 
nil intensity. 

5. The method of claim 4, wherein the first signal acqui 
sition time comprises a long signal acquisition time and 
wherein the second signal acquisition time comprises a short 
signal acquisition time, wherein the long acquisition time is 
greater than the short acquisition time. 

6. The method of claim 5, wherein the four components 
of a given response signal comprises: 

(a) a first component that depends on both the calibration 
signal intensity and the acquisition time; 

(b) a second component that depends on the calibration 
signal intensity but not on the acquisition time; 

(c) a third component that depends on the acquisition time 
but not on the calibration signal intensity; and 

(d) a fourth component that depends neither on the 
calibration signal intensity or the acquisition time. 

7. The method of claim 6, wherein the first component 
comprises a baseline component suitable for flat-field cor 
rection. 

8. The method of claim 7, wherein the second component 
comprises a contribution to the response signal when the 
calibration signal intensity transitions from the non-zero 
intensity to the substantially nil intensity. 

9. The method of claim 8, wherein the third component 
comprises a dark signal component. 

10. The method of claim 9, wherein the fourth component 
comprises a contribution to the response signal during an 
idle period following the acquisition time. 

11. The method of claim 10, wherein applying the sys 
tematic signal deviations and the pixel normalization com 
prises: 

(a) subtracting the idle period contribution from the 
measured raw data to yield a first adjusted data for a 
given pixel; 

(b) Subtracting the dark signal component from the first 
adjusted data to yield a second adjusted data for the 
pixel; 

(c) removing the calibration signal intensity transition 
contribution from the second adjusted data to yield a 
third adjusted data for the pixel; and 

(d) normalizing the third adjusted data of the given pixel 
relative to other pixels by comparing the given pixels 
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baseline component to that of the other pixels wherein 
the normalization of the third adjusted data yields a 
fourth adjusted data. 

12. The method of claim 10, wherein identifying system 
atic signal deviations comprises: 

(a) obtaining, for each pixel, measured raw data compris 
ing a baseline long signal value AL during a known 
long measurement frame duration T, a baseline short 
signal value As during a known short measurement 
frame duration Tes, a dark long signal value ADL during 
another Tp, and a dark short signal value AIs during 
another Tes: 

(b) determining, for each pixel, signal values W. and 
W corresponding to the baseline component and the 
dark signal component, respectively, based on the mea 
Sured and known values ABL, ABs, ADL, ADs, TPL, and 
Tps: 

(c) determining, for each pixel having indices i, time 
durations TL, Ts, Tale, and T. corresponding to time 
values of long acquisition time, short acquisition time, 
idle time, and the calibration signal intensity transition 
time, respectively, based on the determined or known 
Values ABL, ABs. ADL, ADs. TPL. Tps, and a ratio of 
long and short acquisition times; and 

(d) determining, for each pixel, the calibration signal 
components based on the determined or known values 
ABL ABs: ADL, ADs: TPL TPs. TL. Ts. Tidle Tns". W. 
and WD. 

13. The method of claim 10, wherein determining the 
signal values W. and W comprise: 

(a) Wis-(ABL-ABs)-(ADL-Aps)/(TPL-Tps); and 
(b) WDc=(ADL-ADs)/(TPL-TPs). 
14. The method of claim 10, wherein determining time 

durations TL, Ts, Tide, and T' comprise: 
(a) T=n(TP-Ts)/(n-1) where n is representative of a 

ratio of long and short acquisition times; 

(b) Ts=TL-(TPL-TPs): 
(c) Tais-(nTes_TPL)/(n-1); and 
(d) T =(n-m)Tel-Ts)/(m-1)(n-1)) where m'= 

(ABL-ADL)/ (ABs-ADs). 
15. The method of claim 10, wherein determining the 

calibration components includes: 
(a) A = W T is representative of the long baseline 
component suitable for flat-field correction; 

(b) As=W Ts is representative of the short baseline 
component; 

(c) A=W T is representative of the contribution 
during the calibration signal intensity transition time 
for both long and short acquisition times; 

(d) A=W T is representative of the dark signal 
component during the long acquisition time; 

(e) Ass=WE Ts is representative of the dark signal 
component during the short acquisition time; and 

(f) A=A-A is representative of the contribution 
during the idle time. 
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16. A system for performing a biological assay, compris 
ing: 

a biological sample configured to emit signals; 
a detector comprising a plurality of pixel elements con 

figured to resolve the emitted signals from the biologi 
cal sample: 

a processor configured to acquire and evaluate response 
signals from the pixel elements generated by each of 
the pixel elements resulting from exposure to a cali 
bration signal while varying an intensity of the cali 
bration signal in combination with varying of an acqui 
sition time of the pixel elements; wherein the processor 
is configured to identify systematic signal deviations in 
the detector and normalize pixel element response by 
comparison of the response signals generated while 
varying the calibration signal intensity and acquisition 
time and wherein the processor applies the systematic 
signal deviations and the pixel normalization to a 
measured raw data corresponding to the emitted signal 
from the biological sample wherein the response sig 
nals that yield the systematic signal deviations and the 
pixel normalization are obtained in a similar condition 
as that of the measured raw data. 

17. The system of claim 16, further comprising a calibra 
tion component that is configured to direct the calibration 
signal towards the detector such that each of the plurality of 
pixel elements is exposed to the calibration signal in a 
substantially uniform manner for the acquisition time to 
generate the response signals. 

18. The system of claim 16, wherein the variations in 
calibration signal intensity comprise a first and second signal 
intensity and wherein the variations in pixel element acqui 
sition time comprise a first and second signal acquisition 
time thereby allowing determination of four or less compo 
nents of a given response signal. 

19. The system of claim 18, wherein the first signal 
intensity comprises a Substantially uniform non-zero inten 
sity and wherein the second signal intensity comprises a 
Substantially nil intensity. 

20. The system of claim 19, wherein the first signal 
acquisition time comprises a long signal acquisition time 
and wherein the second signal acquisition time comprises a 
short signal acquisition time, wherein the long acquisition 
time is greater than the short acquisition time. 

21. The system of claim 20, wherein the four components 
of a given response signal comprises: 

(a) a first component that depends on both the calibration 
signal intensity and the acquisition time; 

(b) a second component that depends on the calibration 
signal intensity but not on the acquisition time; 

(c) a third component that depends on the acquisition time 
but not on the calibration signal intensity; and 

(d) a fourth component that depends neither on the 
calibration signal intensity or the acquisition time. 

22. The system of claim 21, wherein the first component 
comprises a baseline component suitable for flat-field cor 
rection. 

23. The system of claim 22, wherein the second compo 
nent comprises a a contribution to the response signal when 
the calibration signal intensity transitions from the non-zero 
intensity to the substantially nil intensity. 
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24. The system of claim 23, wherein the third component 
comprises dark signal component. 

25. The system of claim 24, wherein the fourth component 
comprises a contribution to the response signal during an 
idle period following the acquisition time. 

26. The system of claim 25, wherein the processor applies 
the systematic signal deviations and the pixel normalization 
by: 

(a) subtracting the idle period contribution from the 
measured raw data to yield a first adjusted data for a 
given pixel; 

(b) Subtracting the dark signal component from the first 
adjusted data to yield a second adjusted data for the 
pixel; 

(c) removing the calibration signal intensity transition 
contribution from the second adjusted data to yield a 
third adjusted data for the pixel; and 

(d) normalizing the third adjusted data of the given pixel 
relative to other pixels by comparing the given pixels 
baseline component to that of the other pixels wherein 
the normalization of the third adjusted data yields a 
fourth adjusted data. 

27. The system of claim 25, wherein the processor iden 
tifies the systematic signal deviations by: 

(a) obtaining, for each pixel, measured raw data compris 
ing a baseline long signal value AL during a known 
long measurement frame duration T, a baseline short 
signal value As during a known short measurement 
frame duration Tes, a dark long signal value AL during 
another TPL, and a dark short signal value AIs during 
another Tes: 

(b) determining, for each pixel, signal values W. and 
W corresponding to the baseline component and the 
dark signal component, respectively, based on the mea 
Sured and known values ABL, ABs, ADL, ADs, TPL, and 
Tps: 

(c) determining, for each pixel having indices i, time 
durations TL, Ts, Tale, and T. corresponding to time 
values of long acquisition time, short acquisition time, 
idle time, and the calibration signal intensity transition 
time, respectively, based on the determined or known 
Values ABL, ABs. ADL ADs: TPL. Tps, and a ratio of 
long and short acquisition times; and 

(d) determining, for each pixel, the calibration signal 
components based on the determined or known values 
ABL ABs. ADL, ADs: TPL Tps. TL, Ts. Tidle Ts. W. 
and W. 

28. The system of claim 27, wherein the processor deter 
mines the signal values W. and W by: 

(a) We=(ABL-ABs)-(ADL-ADs)/(TPL-Tps); and 

(b) WD=(ADL-ADs)/(TPL-TPs). 
29. The system of claim 27, wherein the processor deter 

mines the time durations T, Ts, T., and T by: 
(a) T=n(TP-Ts)/(n-1) where n is representative of a 

ratio of long and short acquisition times; 

(b) Ts=T-(TP-Ts); 
(c) Title=(nTPs. TPL)/(n-1); and 
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(d) T =(n-m)Tel-Ts)/(m-1)(n-1)) where m = 
(ABL-ADL)/(ABs-ADs). 

30. The system of claim 27, wherein the processor deter 
mines at least some of the calibration components by: 

(a) A = W T is representative of the long baseline 
component suitable for flat-field correction; 

(b) As=W Ts is representative of the short baseline 
component; 

(c) A=W, T, is representative of the contribution 
during the calibration signal intensity transition time 
for both long and short acquisition times; 

(d) A=W T is representative of the dark signal 
component during the long acquisition time; 

(e) Ass=W Ts is representative of the dark signal 
component during the short acquisition time; and 

(f) A=A-A is representative of the contribution 
during the idle time. 

31. A system for characterizing a detector for a biological 
analyzer, the comprising: 

a processor configured to acquire and evaluate response 
signals from the detector resulting from exposure to a 
calibration signal while varying the intensity of the 
calibration signal in combination with varying of acqui 
sition time of the detector; 

wherein the processor is configured to resolve the 
response signals, based on the variations in the inten 
sity of the calibration signal and the acquisition time, 
into two or more components that contribute to the 
response signals. 

32. The system of claim 31, further comprising a calibra 
tion component that is configured to direct the calibration 
signal towards the detector Such that at least a portion of the 
detector is exposed to the calibration signal in a Substantially 
uniform manner for the acquisition time to generate the 
response signals. 

33. The system of claim 31, wherein the detector com 
prises a plurality of pixel elements. 

34. The system of claim 33, wherein a portion of the 
plurality of pixel elements are characterized. 

35. The system of claim 33, wherein substantially all of 
the plurality of pixel elements are characterized. 

36. The system of claim 33, wherein the detector com 
prises a charge coupled device. 

37. The system of claim 33, wherein the response signal 
from the detector comprises a plurality of signals corre 
sponding to the plurality of pixels. 

38. The system of claim 37, wherein each pixel is char 
acterized by resolving its corresponding signal. 

39. The system of claim 37, wherein the plurality of pixels 
are grouped into bins, so that a signal from each bin 
represents a combination of signals from the pixels in that 
bin. 

40. The system of claim 31, wherein the variations in 
calibration signal intensity comprise a first and a second 
signal intensity and wherein the variations in detector acqui 
sition time comprise a first and a second signal acquisition 
time thereby allowing determination of two to four compo 
nents of a given response signal. 
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41. The system of claim 40, wherein the first signal 
intensity comprises a Substantially uniform non-zero inten 
sity and wherein the second signal intensity comprises a 
Substantially nil intensity. 

42. The system of claim 41, wherein the first acquisition 
time comprises a long signal acquisition time and wherein 
the second acquisition time comprises a short signal acqui 
sition time, wherein the long acquisition time is greater than 
the short acquisition time. 

43. The system of claim 42, wherein four components are 
resolved for a given response signal, said four components 
comprising: 

(a) a first component that depends on both the calibration 
signal intensity and the acquisition time; 

(b) a second component that depends on the calibration 
signal intensity but not on the acquisition time; 

(c) a third component that depends on the acquisition time 
but not on the calibration signal intensity; and 

(d) a fourth component that depends neither on the 
calibration signal intensity or the acquisition time. 

44. The system of claim 43, wherein the first component 
comprises a baseline component. 

45. The system of claim 43, wherein the second compo 
nent comprises a contribution to the response signal when 
the calibration signal intensity transitions from the non-zero 
intensity to the substantially nil intensity. 

46. The system of claim 43, wherein the third component 
comprises a dark signal component. 

47. The system of claim 43, wherein the fourth component 
comprises a contribution to the response signal during an 
idle period following the acquisition time. 

48. A method characterizing a detector for a biological 
analyzer, the method comprising: 

evaluating a response signal while varying an intensity of 
a calibration signal in combination with varying of an 
acquisition time; and 

resolving the response signal based on the variations in 
the intensity of the calibration signal and the acquisi 
tion time, into two or more components that contribute 
to the response signal. 

49. The method of claim 48, further comprising directing 
the calibration signal towards the detector such that at least 
a portion of the detector is exposed to the calibration signal 
in a Substantially uniform manner for the acquisition time to 
generate the response signal. 

50. The method of claim 48, wherein varying the intensity 
of the calibration signal comprises providing a first and a 
second signal intensity and wherein varying the acquisition 
time comprises providing a first and a second signal acqui 
sition time thereby allowing determination of two to four 
components of a given response signal. 

51. The method of claim 50, wherein the first signal 
intensity comprises a Substantially uniform non-zero inten 
sity and wherein the second signal intensity comprises a 
Substantially nil intensity. 

52. The method of claim 51, wherein the first acquisition 
time comprises a long signal acquisition time and wherein 
the second acquisition time comprises a short signal acqui 
sition time, wherein the long acquisition time is greater than 
the short acquisition time. 
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53. The method of claim 52, wherein four components are 
resolved for a given response signal, said four components 
comprising: 

(a) a first component that depends on both the calibration 
signal intensity and the acquisition time; 

(b) a second component that depends on the calibration 
signal intensity but not on the acquisition time; 

(c) a third component that depends on the acquisition time 
but not on the calibration signal intensity; and 

(d) a fourth component that depends neither on the 
calibration signal intensity or the acquisition time. 
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54. The method of claim 53, wherein the first component 
comprises a baseline component. 

55. The method of claim 53, wherein the second compo 
nent comprises a contribution to the response signal when 
the calibration signal intensity transitions from the non-zero 
intensity to the substantially nil intensity. 

56. The method of claim 53, wherein the third component 
comprises a dark signal component. 

57. The method of claim 53, wherein the fourth compo 
nent comprises a contribution to the response signal during 
an idle period following the acquisition time. 
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